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(57) An antimicrobial peptide containing an amino acid sequence comprising at least from three to six 
arbitrary amino acid residues, or a derivative thereof, an antimicrobial agent containing said antimicro- 
bial peptide or a derivative thereof as active components at a concentration of at least 2 ^M, an 
antimicrobial composition containing said antimicrobial peptide or a derivative thereof, and a method 
for processing products which uses the antimicrobial agent containing at least said antimicrobial 
peptide or a derivative thereof. 



o. 

LU 



Jouve, 18, rue Saint-Denis, 75001 PARIS 



BNSOOCID: <EP 051 091 2A1 J_> 



EP 0 510 912 A1 

The present invention concerns an antimicrobial peptide and an antimicrobial agent. More specifically, it 
concerns an antimicrobial agent and an antimicrobial composition containing a novel antimicrobial peptide 
[LACTOFERRICIN(trademark)] or a derivative of this peptide, as active components, in addition to a method 
for treating products which uses this antimicrobial agent 

In the sp cification of the present invention, the amino acids and peptides are represented by the abbre- 
viations employed by IUPAC-IUB Committee on Biochemical Nomenclature, such as the following abbrevia- 





tions. 






Ala-: 


L-Alanine residue 




Arg-: 


L-Arginine residue 
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Asn-: 


L-Asparagine residue 




Asp-: 


L-Aspartic acid residue 




Cys-: 


L-Cysteine residue 




Gin-: 


L-Glutamine residue 




Glu-: 


L-Glutamic acid residue 


15 


Gly-: 


Glycine residue 




His-: 


L-Histidine residue 




He-: 


L-lsoleucine residue 




Leu-: 


L-Leucine residue 




Lys-: 


L-Lysine residue 


20 


Met-: 


L-Methionine residue 




Phe-: 


L-Phenylalanine residue 




Pro-: 


L- Proline residue 




Ser-: 


L-Serine residue 




Thr-: 


L-Threonine residue 


25 


Trp-: 


L-Tryptophan residue 




Tyr-: 


L-Tyrosine residue 




Val-: 


T-Valine residue 



Numerous inventions concerning peptides or their derivatives which possess antimicrobial properties 
against various microorganisms have so far been reported. Examples include a phosphonotripeptide (Japa- 

30 nese Patent Provisional Publication No. 106689/82), a phosphonodipeptide derivative (Japanese Patent Pro- 
visional Publication No.1 3594/83) and a cyclic peptide derivative (Japanese Patent Provisional Publication 
No.21 3744/83) effective against Gram-positive and Gram-negative bacteria, a peptide demonstrating an anti- 
microbial and antiviral action (Japanese Patent Provisional Publication No.51 247/84), a polypeptide effective 
against yeast (Japanese Patent Provisional Publication No. 130599/85), a glycopeptide derivative effective 

35 against Gram-positive bacteria (Japanese Patent Provisional Publication No. 1 72998/85, Japanese Patent Pro- 
visional Publication No.251 699/86, Japanese Patent Provisional Publication No.44598/88), an oligopeptide ef- 
fective against Gram-positive bacteria (Japanese Patent Provisional Publication No.22798/87), a peptide-like 
antibiotic substance (Japanese Patent Provisional Publication No.51 697/87, Japanese Patent Provisional Pub- 
lication No.1 7897/88) as well as an antimicrobial peptide extracted from blood cells of North American king 

40 crabs (Japanese Patent Provisional Publication No.53799/90) and an antimicrobial peptide isolated from blood 
lymph of honeybees (Japanese Patent Provisional Publication No.500084/90). 

On the other hand, lactoferrin (hereinafter referred to as "LF"), which is a natural iron-binding protein con- 
tained in tears, saliva, peripheral blood, milk etc. is known to demonstrate an antimicrobial activity against Es- 
cherichia coli, Candida, Clostridium and other potentially harmful microorganisms (Journal of Pediatrics, Vol. 

45 94, p. 1, 1979). However, an antimicrobial effect of a peptide having a specific amino acid sequence which can 
be isolated from LF hydrolysate has not been described in any article, and therefore, was previously unknown. 
Furthermore, the specific amino acid sequence of said peptide having an antimicrobial effect was previously 
unknown. 

The inventors of the present invention, in planning to cheaply isolate from nature a substance which pos- 
50 sesses strong antimicrobial properties, which has no undesirable side effects (such as antigenicity) and is heat- 
resistant, focused on whey, a by-product of cheese manufacturing, and conducted research regarding the an- 
timicrobial properties of LF contained in it. Surprisingly, they discovered that catabolites of LF produced by acid 
hydrolysis or by enzymatic cleavage of this protein have stronger antimicrobial properties and are more heat 
resistant than non-hydrolyzed LF, and have succeeded to isolate and synthesize potent antimicrobial peptides 
55 possessing specific amino acid sequences, and have filed a patent application (European Patent Application 
no.91 3081 72.5). Previously, the amino acid sequences of these novel antimicrobial p ptides have not been 
sufficiently understood, however, and, therefore, the development of an effective antimicrobial agent had not 
yet been achieved. 
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The objective of the present invention is to provide a novel antimicrobial peptide or a derivative thereof hav- 
ing a specific amino acid sequence which can be isolated from LF hydrolysate or chemically synthesized, and 
an antimicrobial agent, and an antimicrobial composition containing this peptide or its derivativ as an active 
component, and a method for tr ating products which uses this antimicrobial agent. 
5 The present invention provides: 

(1 ) an antimicrobial peptide containing at least one of the following amino acid sequences (a) -(I), or a der- 
ivative thereof, 

(2) an antimicrobial agent containing an antimicrobial substance selected from the group consisting of an 
antimicrobial peptide which contains at least one of the following amino acid sequences (a) -(I) or a der- 

w ivative thereof, and pharmaceutical^ or sitologically approved salts thereof, or a mixture thereof, as active 

components, 

(3) a method for treating products which uses this antimicrobial agent, and 

(4) an antimicrobial composition containing an antimicrobial substance selected from the group consisting 
of an antimicrobial peptide which contains at least one of the following amino acid sequences (a)-(l) or a 

15 derivative thereof, and pharmaceutical^ or sitologically approved salts thereof, or a mixture thereof, as ac- 

tive components: 

Trp-Gin-Arg-Asn 
Trp-GIn-Arg 
GIn-Arg 
Arg * 
Trp-Gln-Trp 
Trp-Gln 
Trp-Ar g 
Arg 

Trp-Gin-Asn-Asp 
Trp-Gln-Asn 
Trp-Gln 
Gin 

The antimicrobial peptide or the derivative thereof of the present invention may be prepared by enzymatic 
hydrolysis of bovine LF isolated by the conventional method from cow's milk or a commercially available LF. 
45 The antimicrobial peptide derivatives are those derivatives having minor amino acid partial substitutions or ad- 
ditions which do not abolish the antimicrobial properties of the peptide. 

Alternatively, the antimicrobial peptide of the present invention can be chemically synthesized, and an ex- 
ample of chemical synthesis of the peptide is as follows. Using an automated peptide synthesizer (such as the 
one manufactured by Pharmacia LKB Biotechnololy Co., LKB Biolynk 41 70), the peptide is synthesized follow- 
so ing the solid-phase peptide synthesis method of Sheppard et al. (Journal of Chemical Society Perkin I, p. 538, 
1981). N,N'-dicyclohexylcarbodiimide is added to amino acids whose amine functional groups are protected 
by 9-fluorenylmethoxycarbonyl (Fmoc) groups (hereinafter referred to as "Fmoc-amino acid") and anhydrides 
of the desired amino acids are produced, and these Fmoc-amino acid anhydrides are used for synthesis. In 
order to produce a peptide chain, an Fmoc-amino acid anhydride corresponding to the C-terminal amino acid 
55 residue is fixed to Ultrosyn A resin (manufactured by Pharmacia LKB Biotechnology Co.) through the carboxyl 
group thereof, using dimethyiaminopyridine as a catalyst. Next, the resin is washed with dimethylformamide 
containing piperidine, and the protecting group of the amine functional group of the C-terminal amino acid is 
removed. Next, an Fmoc-amino acid anhydride corresponding to the amino acid residue which is second from 

3 



(a) Phe-Gln- 

(b) Phe-Gln- 

(c) Gln-Trp- 

(d) Trp-Gln- 

(e) Arg-Arg- 

( f ) Arg-Arg- 

(g) Trp-Gln- 

(h) Gln-Trp- 

( i ) Leu-Arg- 
( j ) Leu-Arg- 
(k) Leu-Arg- 
(1) Arg-Trp- 
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the C-terminal of the amino acid sequence of the desired peptide is coupled to the unprotected amine functional 
group of the first amino acid fixed to the resin through the above-mentioned C-terminal amino acid residue. 
Subsequently the successive desired amino acids are fixed in the same manner. After coupling of all the amino 
acids is completed and the peptide chain of the desired amino acid sequence is formed, the protective groups 
other than acetoamidomethyl are removed and the peptide is released with a solvent [composed of, for exam- 
ple, 94%(weight the same hereinafter unless otherwise indicated) trifluoroacetic acid, 5% phenol and 1% 
ethandiol], and the peptide is purified using high-performance liquid chromotography. 

As an example of the antimicrobial peptide derivative of the present invention, a peptide having an amide 
at the carboxyl end is prepared as follows:fixing sequentially amino acid residues in the same manner as in 
the example mentioned above except for using Ultrosyn B resin (manufactured by Pharmacia LKB Biotechnol- 
ogy Co.); after the total completion of coupling of amino acid and the resultant formation of a peptide chain 
having a desired amino acid sequence, eliminating the protecting groups other than acetoamidemethyl by 
means of a solvent which comprises 94% trifuloroacetic acid, 5% phenol, and 1% ethandiol; then isolating pep- 
tides from the resin by means of a saturated ammonia/methanol solvent; and purifying peptides using high- 
performance liquid chromatography. 

The antimicrobial peptide so obtained, the pharmaceutically or sitologically approved salts thereof, or a mix- 
ture of at least two of the above, is included as active components at a concentration of at least 1 micromole 
per kg and preferably 5 to 20 micromoles per kg, in order to obtain the antimicrobial agent or the antimicrobial 
composition of the present invention. Also, in the case of using the antimicrobial peptide derivative, the anti- 
microbial agent or composition can be obtained in the same manner as described above. 

The antimicrobial peptide or derivative thereof of the present invention can be administered to humans or 
to animals without further modifications, can be used in food products , medicinal pharmaceutical products 
(such as eye medications, mastitis medications, diarrhea medications and athlete's foot medications), non- 
medicinal pharmaceutical products (such as mouth washes, antiperspirants and hair tonics), various cosmetic 
products (such as hair conditioners), various tooth- brushing products (such as toothpastes and toothbrushes), 
various feminine hygiene products, various baby products (such as diapers), various geriatric products(such 
as denture cement and diapers), various cleaning agents (such as soaps, medicinal soaps, shampoos, rinses, 
laundry detergents, kitchen detergents and house detergents), various sterilized products (such as sterilized 
kitchen paper and sterilized toilet paper), feed and materials which serve as raw materials of the above, and 
they can also-be added to, compounded with, sprayed onto, adhered to or used for coating or impregnation of 
any and all products wherein prevention or inhibition of microbial proliferation is generally desired. 

The antimicrobial peptide or derivative thereof of the present invention can be used individually or conco- 
mitantly with other antimicrobial agents for treating any and all products wherein prevention or inhibition of mi- 
crobial proliferation is generally desired, for example, food products; medicinal pharmaceutical products (such 
as eye medications, mastitis medications, diarrhea medications and athlete's foot medicatons), non-medicinal 
pharmaceutical products (such as mouth washes, antiperspirants and hair tonics), various cosmetic products 
(such as hair conditioners), various tooth-brushing products (such as toothpastes and toothbrushes), various 
feminine hygiene products, various baby products (such as diapers), various geriatric products (such as denture 
cement and diapers), various cleaning agents (such as soaps, medicinal soaps, shampoos, rinses, laundry de- 
tergents, kitchen detergents and house detergents), various sterilized products (such as sterilized kitchen paper 
and sterilized toilet paper), feed and materials which serve as raw materials of the above. 

Next, the present invention will be described in detail by means of Experiments. 

(Experiment 1) 

This experiment was performed in order to study the antimicrobial activity of an antimicrobial peptide. 

(1) Sample Preparation 

Samples of Nos. 1 to 12 were chemically snythesized using the same methods as in Examples 1 to 12, 
respectively. 

(2) Experimental method 

1. Preparation of a pre-incubation solution 

One platinum loop was collected from a stock slant of Escherichia coli , streaked an a standard agar medium 
(manufactured by Nissui Pharmaceutical Co.) and incubated under aerobic conditions for 16 hours at 37°C, 
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the colonies which grew on the surface of the stannard agar medium were collected using a platinum loop, sus- 
pended in sterilized physiological saline solution, the turbidity was measured using a spectrophotometer (man- 
ufactured by Hitachi Manufacturing Co.) and adjusted to 0.1 (O.D.; 660 nm) and a pre-incubation solution was 
prepared. 

2. Preparation of a basal medium 

Bactocasitone (manufactured by Difco Laboratory Co.) was dissolved at a concentration of 1% in purified 
water, the pH was adjusted to 7.0 wits 1 M sodium hydroxide, the solution was sterilized at 1 1 5°C for 1 5 minutes 
10 and a basal medium (liquid medium) was prepared. 

3. Preparation of the test media and of the control medium 

Each sample was dissolved at a concentration of 0.01% in purified water, sterilization was performed by 
15 using a sterilization filter (manufactured by Advantek Co.) and test media, prepared by adding samples at con- 
centrations of 0.5, 1, 2, 5, 10, 20, 50, 100 and 200 micromol (u.M) to the basal medium, as well as a control 
medium with no added samples, were prepared. 

4. Antimicrobial activity test 

20 

The above-mentioned pre-incubation solution was inoculated into the above-mentioned test media and the 
control medium at a concentration of 1 %, cultured under aerobic conditions for 1 6 hours at 37°C, the turbidities 
of the culture media were measured using the above-mentioned method and the rate of inhibition of E. coli pro- 
liferation was calculated according to the following formula. 

25 rate of inhibition of proliferation (%) = 1 00 (1 - A/B) 

wherein A is the difference in turbidity of the test culture medium (the difference between the turbidity 
of the test culture medium after 16 hours of culture and the turbidity of the test culture medium before the cul- 
turing) and B is the turbidity of the control medium (the difference between the turbidity of the control culture 
medium after 16 hours of culture and the turbidity of the control culture medium before the culturing). The per- 

30 centages of the rate of inhibition of proliferation are not in weight (same hereinafter). 

(3) Results 

The results of this experiment are shown in Table 1. As is clear from Table 1, all the samples Nos. 1 to 12 
35 had an antimicrobial activity at concentration of 2 ^iM, and a high antimicrobial activity within a range of 10 to 
50 nM. At concentrations over 100 nM, such increase in concentration did not lead to increased antimicrobial 
activity. Antimicrobial activity of each peptide is therefore available at a concentration of at least 2 jaM, and more 
preferably, within a range of 10 to 50 [aM. Antimicrobial activity within this quantity range is almost equal to that 
of aminobenzyl-penicillin. 

40 

(Experiment 2) 

This experiment was performed in order to determine the amino acid sequence of the antimicrobial peptide 
used in Experiment 1 . 

45 The peptides of sample Nos. 1 to 12 used in Experiment 1 were hydrolyzed by 6 N hydrochloric acid and 

the amino acid compositions were analyzed by conventional methods, using an amino acid analyzer. Given 
cycles of Edman's degradation were performed on each sample, using a gas-phase sequencer (manufactured 
by Applied Biosystems Co.), and sequences of amino acid residues was determined. 

As a result it was determined that these peptides consisted of 3 to 6 amino acid residues, and formed the 

so following amino acid sequence. 
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Sample 


No , 


. 1 : 


Phe- 


-Gln- 


-Trp- 


-Gin- 


-Arg-Asn 


Sample 


No . 


2 : 


Phe- 


-Gin- 


-Trp- 


-Gln- 


-Arg 


Sample 


No . 


3 : 


Gln- 


-Trp- 


-Gln- 


-Arg 




Same le 


No . 


4 : 


Trp- 


-Gln- 


-Arg 






Sampe 1 


No . 


5 : 


Arg- 


-Arg- 


-Trp- 


-Gln- 


-Tro 


Samp le 


No . 


6 : 


Arg- 


-Arg- 


-Trp- 


-Gln 




Sample 


No . 


7 : 


Trp- 


-Gln- 


-Trp- 


-Arg 




Sample 


No . 


8 : 


Gln- 


-Trp- 


-Arg 






Sample 


No. 


9 : 


Leu- 


-Arg- 


-Trp- 


-Gin- 


■Asn-Asp 


Sample 


No . 


10 : 


Leu- 


■Arg- 


-Trp- 


Gin- 


•Asn 


Sample 


No . 


1 1 : 


Leu- 


■Arg- 


-Trp- 


-Gin 




Sample 


No. 


12 : 


Arg- 


■Trp- 


•Gln 







25 

(Experiment 3) 

This experiment was performed to study the antimicrobial effect of an antimicrobial agent containing the 
peptide of the predent invention. 

30 Commercially available primary-processed vegetable (known as "cut vegetable") in an amount of 100 g 

was immersed in an aqueous solution for 30 seconds, in which the antimicrobial peptide synthesized in the 
same manner as in Example 5 was added at a concentration of 20 nM. After sufficiently eliminating water, the 
vegetable was held at 5°C, and the viable count was measured by the conventional method along with time 
lapse. Vegetable immersed in tap water with no antimicrobial peptide served as control. 

35 The results of this experiment are shown in Table 2. As in clear from Table 2, proliferation of bacteria was 

remarkably inhibited in the vegetable treated with the antimicrobial agent of the present invention. Almost the 
same results were obtained also for antimicrobial peptides synthesized in the same manner as in the other Ex- 
amples and the derivative thereof. 

40 (Experiment 4) 

This experiment was performed to study the preservative effect in foods mixed with the antimicrobial pep- 
tide of the present invention. 

Milk was pasteurized at 65°C for 30 minutes and poured separately into test tubes to an amount of 10 ml 
45 each. The antimicrobial peptide synthesized in the same manner as in Example 6 was added to the milk at a 
concentration of 30 |iM, and the mixture was uniformly mixed, and closely sealed. Milk in a sealed test tube 
with no antimicrobial peptide served as control. All the test tubes were held at 25°C, and the number of days 
required for the milk to solidify was measured. 

As a result, while all the milk containing the antimicrobial peptide solidified in ten days, the control solidified 
so in two days. This suggests that the antimicrobial peptides of the present invention largely retarded solidification 
of milk. An organoleptic test carried out on the tested milk and the control before preservation slowed no dif- 
ference in flavor or in exterior view between the two groups. Similar results were obtained for antimicrobial pep- 
tides synthesized in the same manner as in the other Examples and the derivatives thereof. 

55 (Experim nt 5) 



This experiment was performed to study the antimicrobial spectrum of the antimicrobial peptides and the 
derivative thereof of the present invention. 
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(1) Sample preparation 

The antimicrobial p ptide (sample No. 1) was prepared using the same method as in Example 1, and an- 
timicrobial peptide derivative (sample No. 16) was prepar d using the same method as in Example 16, and 
5 were sterilized by filtration using a 0.45 \im Millex filter prior to use. 

(2) Experimental methods 

Various microbial strains shown in Table 3 in the logarithmic phase of growth were inoculated in a peptone 
10 medium which consisted of 1% Bactopeptone (manufactured by Difco Laboratory Co.) at a cell concentration 
of 10 6 /ml, and 160 \i\ thereof were incubated for 17 hours at 37°C using a 96-hole microtiter plate (manufactured 
by Falcon Co.). Each sample was added to each medium at a ratio of 0, 1.5, 3, 6, 12, 25, 50, 100, 125 or 250 
nM. The growth of the various microorganisms in the various samples at various concentrations was studied 
by measuring the light absorption at 660 nm. The minimum concentration of the antimicrobial peptide which 
15 completely inhibited the growth of the various microorganisms was considered the minimum inhibitory concen- 
tration (MIC: uJvl). 

The microorganisms used in this experiment are available from Institute of Medical Science, University of 
Tokyo (110), Japanese Physicochemical Laboratories (JCM), Japanese International Dairy Federation (IDF), 
and the storage at the laboratory of the applicant (MM I). 

20 

(3) Results 

The results of this experiment are shown in Table 3. As is clear from Table 3, the antimicrobial peptide of 
sample No. 1 showed an antimicrobial activity at concentrations of up to 250 u.M against the tested Gram- 
25 Positive bacteria, Listeria monocytogenes IDF 1 b (represented by LM in the table) and Staphylococcus aureus 
JCM 2151 (represented by SA in the table). 

Sample No. 16 which is the derivative of sample No. 1 showed a strong antimicrobial activity about 2 to 
2.5 times as high as that of sample No. 1 . 

In addition, virtually identical results were obtained with the other antimicrobial peptides of the present in- 
30 vention, other antimicrobial peptides derivatives and salts thereof. 

Since the antimicrobial peptide or derivative thereof of the present invention consists of low molecular 
weight, it possesses a potent antimicrobial activity without any antigenicity, and since it demonstrates an an- 
timicrobial effect even in small amounts, it can be applied to food products etc. with hardly any effect on their 
flavor. 

35 The present invention will now be explained in further detail by means of examples. Of course, the present 

invention is not limited to or by these examples. 

Example 1 

40 A peptide was synthesized using an automated peptide synthesizer (manufactured by Pharmacia LKB Bio- 

technology Co., Trademark: LKB Biolynx4710) in accordance with the solid-phase peptide synthesis method 
of Sheppard et al. (Journal of Chemical Society Perkin I, P. 536, 1981). 

N,N'-dicyclohexylcarbodiimide was added to amino acids whose the amine functional groups were protect- 
ed by Fmoc groups and anhydrides of the desired amino acids were produced, and these Fmoc-amino acid 

45 anhydrides were used for synthesis. In order to produce a peptide chain, about 0.1 mmol of Fmoc-asparagine 
anhydride corresponding to the C-terminal asparagine residue was fixed to 1 g of Ultrosyn A resin (manufac- 
tured by Pharmacia LKB Biotechnology Co.) through the carboxyl group thereof, using dimethylaminopyridine 
as a catalyst. Next, the resin in an amount of 1 g was washed with dimethylformamide containing piperidine, 
and the protecting group of the amine functional group of the C-terminal amino acid was removed. The Fmoc- 

50 arginine anhydride corresponding to the second amino acid residue from the C-terminal was then coupled to 
the unprotected amine functional group of the above-mentioned asparagine residue. Subsequently, glutamine, 
tryptophan, glutamine and phenylalanine were sequentially fixed in the same manner. 

After the completion of coupling of all amino acids and formation of a peptide chain of the desired amino 
acid sequence, protecting groups other than acetoamidomethyl were removed and the peptide was released 

55 with a solvent comprising 94% trifluoroacetic acid, 5% phenol and 1% ethandiol, the peptide was purified by 
using high-performance liquid chromatography. This solution was concentrated and dried, and about 7 mg of 
peptide having the amino acid sequene Phe-Gln-Trp-Gln-Arg-Asn was obtained. 

7 
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Example 2 

About 8 mg of a peptide having the amino acid sequence Phe-Gln-Trp-Gln-Arg was obtained in the same 
manner as in Example 1 except that arginine, glutamine, trytophan, glutamine and phenylalanine were fixed 
5 sequentially from the C-terminal. 

Example 3 

About 3 mg of a peptide having the amino acid sequence Gln-Trp-Gln-Arg was obtained in the same man- 
10 ner as in Example 1 except that arginine, glutamine, tryptophan and glutamine were fixed sequentially from 
the C-terminal. 

Example 4 

15 About 2 mg of peptide having the amino acid sequence Trp-Gln-Arg was obtained in the same manner as 

in Example 1 except that arginine, glutamine and tryptophan were fixed sequentially from the C-terminal. 

Example 5 

20 About 11 mg of a peptide having the amino acid sequence Arg-Arg-Trp-Gln-Trp was obtained in the same 

manner as in Example 1 except that the tryptophan, glutamine, tryptophan, arginine and arginine were fixed 
sequentially from the C-terminal. 



25 



Example 6 

About 5 mg of a peptide having the amino acid sequence Arg-Arg-Trp-GIn was obtained in the same man- 
ner as in Example 1 except that glutamine, tryptophan, arginine and arginine were fixed sequentially from the 
C-terminal. 

30 Example 7 

About 5 mg a peptide having the amino acid sequence Trp-Gln-Trp-Arg was obtained in the same manner 
as in Example 1 except that arginine, tryptophan, glutamine and tryptophan were fixed sequentially from the 
C-terminal. 



35 
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Example 8 

About 4 mg of a peptide having the amino acid sequence Gln-Trp-Arg was obtained in the same manner 
as in Example 1 except that arginine, tryptophan and glutamine were fixed sequentially from the C-terminal. 

Example 9 



About 9 mg of a peptide having the amino acid sequence Leu-Arg-Trp-Gln-Asn-Asp was obtained in the 
same manner as in Example 1 except that aspartic acid, asparagine, glutamine, tryptophan, arginine and leu- 
45 cine were fixed sequentially from the C-terminal. 

Example 10 

About 8 mg of a peptide having the amino acid sequence Leu-Arg-Trp-Gln-Asn was obtained in the same 
so manner as in Example 1 except that asparagine, glutamine, tryptophan, arginine and leucine were fixed se- 
quentially from the C-terminal. 

Example 1 1 

55 About 6 mg of a peptide having the amino acid sequence Leu-Arg-Trp-GIn was obtained in the same man- 

ner as in Example 1 except that glutamine, tryptophan, arginine and leucine were fixed sequentially the C-ter- 
minal. 



BNSDOCID: <EP 051 091 2A1 J > 



EPO 510 912 A1 



5 



20 



25 



30 



35 



40 



45 



50 



Example 12 



About 17 mg of a peptide having the amino acid sequence Arg-Trp-GIn was obtained in the same manner 
as in Example 1 except that giutamine, tryptophan and arginine were fixed sequentially from the C-terminal. 

Example 13 



An antimicrobial peptide synthesized in the same manner as in Example 3 in an amount of 42 mg was added 

to 10 kg of a commercially available assorted feed for eel of the following composition, and the mixture was 
10 uniformly mixed to obtain an eel-raising feed: 

Fish meal 63.0% 

Wheat gluten 5.0% 

Brewer's yeast powder 6.0% 

Wheat powder 22.4% 
15 Vitamin mixture 1.0% 

50% chloline chloride 0.3% 

Mineral mixture 2.3% 



Example 14 

A hair rinse of the following composition was produced by the conventional method: 
Dialkyldimethylammonium- 

Chlor icie 2.1% 

Ethanol 1 . i% 

Polyoxyet hylene stearyi ester 1.1% 

1 , 3-butyleneglycol 3 . 1% 

Cationic cellulose 0.2% 

Antimicrobial peptide of Example 6 0.0006% 

Purified water 92.4% 

Example 15 

A drink of the following composition was produced by the conventional method: 



55 
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Dextrin 3 Q% 

Fruit sugar 9 5 ^ 

Calcium chloride 0.005% 

Common salt 0.05536 

Dipotassium phosphate 0.015% 

Potassium carbonate 0.027% 
Vitamin C 



Antimicrobial peptide of 
Examole 6 



0 . 03% 



0 .0002% 



Water ~ . . ^ 

20 9 4 . 4% 

Example 16 

Amino acid residues were sequentially fixed in the same manner as in Example 1 except for the use of 
25 Ultrosyn B resin (manufactured by Pharmacia LKB Co.). After the completion of coupling of all amino acids, 
the protecting group other than acetoamidomethyl were removed by means of a solvent comprising 94% tri- 
fluoroacetic acid, 5% phenol, and 1% ethandiol , and a peptide was released by the use of saturated ammo- 
nia/methanol solution. Then, the peptide was purified by high-performance liquid chromatography, concen- 
trates and dried to obtain about 6 mg of a peptide derivative having the amino acid sequence Phe-Gln-Trp- 
30 Gln-Arg-Asn-NH 2 . 

Example 17 

A tooth-paste of the following composition was produced: 



47.0% 



Sorbitol 

GlYCerln 15.0% 

Carboxymethylcellulose sodium 2.0% 

Sorbitan ester of fatty acid 1.0% 

Saccharin sodium , rt0j , 

45 1.0% 

i 

Antimicrobial peptide derivative of 
Exanmle 16 



0 . 002% 
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[Table 1] 



10 



15 



20 



25 



30 



Sample 
No . 


Added quantity (UH) and inhibitory rate {%) 


0 . 5 


1 


2 


5 


10 


20 


60 


100 


200 


1 


0 


13 


20 


45 


86 


94 


100 


100 


100 


2 


0 


3 


14 


40 72 


92 


100 


lOO 


100 


3 


0 


5 


1 1 


35 


63 


83 


98 


1O0 


lOO 


4 


0 


0 


8 


30 


58 


77 


92 


100 


100 


5 


0 


59 


83 


94 


100 


100 


100 


100 


100 


6 


0 




75 


88 


98 


100 


100 


100 


100 


7 


0 


21 


63 


83 


95 
84 


100 


100 


100 


100 


8 


0 


3 


40 


72 


93 


100 


100 


100 


9 


0 


32 


51 


79 


89 


100 


100 


100 


100 


10 


0 


11 


31 


75 


86 


100 


100 


100 


100 


11 


0 


4 


10 


40 


67 


85 


100 


100 


100 


12 


0 


3 


6 


25 


43 


79 


100 


100 


100 
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[Table 2] 

5 









Viable count/g (control) 




10 


Samp le 




























O hr. 




12 hrs. 


24 hrs. 


3 6 hrs. 


15 


Control 


1 . 3xl0 3 




3 . IxlO 4 


3.4X10 5 


5 . 7x10° 


20 
















The present 


1 . 3xl0 3 




1 . 6xl0 3 


2 . OxlO 3 


2 . 3x1 0 5 




invent ion 












25 















30 

[Table 3] 

35 



40 




Minimum inhibitory concent rat i on ( \iM ) 1 




Sample No. 




i 
1 


45 


LM 


] 

SA 

1 
1 




1 


100 


i 

250 


50 










16 


50 


100 


55 
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SEQUENCE LISTING - 
EUROPEAN PATENT APPLICATION NO. 9 2 303 542,2 

SEQID: 1 

SEQUENCE TYPE: Amino Acid 

SEQUENCE LENGTH: 6 

ORIGINAL SOURCE: Lactoferrin hydrolysate 

FRAGMENT TYPE: Internal Fragment 



1S Phe Gin Trp Gin Arg Asn 

5 



10 



20 



25 



30 



SEQID: 

SEQUENCE TYPE: 

SEQUENCE LENGTH: 

ORIGINAL SOURCE: 

FRAGMENT TYPE: 

Phe Gin Trp Gin Arg 

5 



Amino Acid 

5 

Lactoferrin hydrolysate 
Internal Fragment 



35 



40 



45 



SEQID: 

SEQUENCE TYPE: 
SEQUENCE LENGTH: 
ORIGINAL SOURCE: 
FRAGMENT TYPE: 



Amino Acid 
4 

Lactoferrin hydrolysate 
Internal Fragment 



Gin Trp Gin Arg 



50 
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SEQID: 

SEQUENCE TYPE: 
SEQUENCE LENGTH; 
ORIGINAL SOURCE: 
FRAGMENT TYPE: 



10 



Trp Gin Arg 



Amino Acid 
3 

Lactof err in hydro ly sate 
Internal fragment 



15 



SEQID: 

20 SEQUENCE TYPE: 

SEQUENCE LENGTH: 
ORIGINAL SOURCE: 

25 FRAGMENT TYPE: 

Arg Arg Trp Gin Trp 

5 

30 



5 

Amino Acid 
5 

Lactof err in hydrolysate 
Internal fragment 



35 



40 



SEQID: 

SEQUENCE TYPE: 

SEQUENCE LENGTH: 

ORIGINAL SOURCE: 

FRAGMENT TYPE: 



45 



Arg Arg Trp Gin 



Amino Acid 
4 

Lactof err in hydrolysate 
Internal fragment 
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SEQID : 

SEQUENCE TYPE: 

SEQUENCE LENGTH; 

ORIGINAL SOURCE: 

FRAGMENT TYPE: 



10 



Trp Gin Trp Arg 



7 

Amino Acid 

4 

Lactof err in hydrolysate 
Internal fragment 



SEQID: 

20 SEQUENCE TYPE: 

SEQUENCE LENGTH: 
ORIGINAL SOURCE: 
FRAGMENT TYPE: 

25 

Gin Trp Arg 



8 

Amino Acid 

3 

Lactof err in hydrolysate 
Internal fragment 



35 



SEQID: 9 
SEQUENCE TYPE: Amino Acid 



SEQUENCE LENGTH: 6 

ORIGINAL SOURCE: Lactof errin hydrolysate 

40 FRAGMENT TYPE: Internal fragment 

Leu Arg Trp Gin Asn Asp 

5 



50 



55 
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SEQID: 

SEQUENCE TYPE: 
SEQUENCE LENGTH: 
ORIGINAL SOURCE: 
FRAGMENT TYPE: 

10 

Leu Arg Trp Gin Asn 

5 

15 



10 

Amino Acid 
5 

Lactof err in hydrolysate 
Internal fragment 



20 

SEQID: 11 

SEQUENCE TYPE: Amino Acid 

SEQUENCE LENGTH: 4 

25 ORIGINAL SOURCE: Lactoferrin hydrolysate 

FRAGMENT TYPE: Internal fragment 

3o Leu Arg Trp Gin 



35 



40 



SEQID: 

SEQUENCE TYPE: 
SEQUENCE LENGTH: 
ORIGINAL SOURCE: 
FRAGMENT TYPE: 



45 



Arg Trp Gin 



12 

Amino Acid 
3 

Lac to f err in hydrolysate 
Internal fragment 



50 



Claims 

55 1. An antimicrobial peptide containing at least one of the following amino acid sequences (a)-(l) or a deriv- 
ative thereof; 
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(a) 


Phe- 


Gin- 


Trp- 


Gln- 


Arg- 


■Asn 


(b) 


Phe- 


Gln- 


Trp- 


Gin- 


Ar g 




(c) 


Gln- 


Trp- 


Gln- 


Arg 






(G) 


Trp- 


Gln- 


Arg 








(e) 


Arg- 


Arg- 


Trp- 


■Gin- 


Trp 




( f ) 


Arg- 


Arg- 


Trp- 


Gin 






(g) 


Trp- 


Gln- 


Trp- 


-Arg 






(h) 


Gln- 


Trp- 


Arg 








( i ) 


Leu- 


-Arg- 


Trp- 


•G 1 n— 


Asn- 


-Asp 


( j) 


Leu- 


Arg- 


Trp- 


■Gln- 


Asn 




(k) 


Leu- 


Arg- 


■Trp- 


-Gln 






(1) 


Arg- 


•Trp- 


Gln 









2. An antimicrobial agent containing at least an antimicrobial substance selected from the group consisting 
of an antimicrobial peptide which contains at least one of the following amino acid sequences (a) -(I) or 
a derivative thereof, and pharmaceutically or sitologically approved salts thereof, or a mixture thereof, as 
active components: 

( a ) Phe-Gln-Trp-Gln-Arg-Asn 

( b ) Phe-Gln-Trp-Gln-Arg 

( c ) Gln-Trp-Gln-Arg 

(d) Trp-Gln-Arg 

( e ) Arg-Arg-Trp-Gln-Trp 

( f ) Arg-Arg-Trp-Gln 

( g) Trp-Gln-Trp-Arg 

(h) Gln-Trp-Arg 

( i ) Leu-Arg-Trp-Gln-Asn-Asp 
( j ) Leu-Arg-Trp-GIn-Asn 

( k) Leu-Arg-Trp-Gin 
(1) Arg-Trp-Gln 

3. An antimicrobial agent as claimed in Claim 2, wherein the antimicrobial substance is contained at a con- 
centration of at least 2 micromoie per kg. 

17 
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An antimicrobial composition containing at least an antimicrobial substance selected from the group con- 
sisting of an antimicrobial peptide which contains at least one of the followins amino acid sequences (a)-(l) 
or a derivative thereof, and pharmaceutically or sitologically approved salts thereof, or a mixture thereof, 
as active components: 

(a) Phe-Gln-Trp-Gln-Arg-Asn 

(b) Fhe-Gin-Trp-Gln-Arg 

(c ) Gln-Trp-Gln-Arg 
(cl) Trp-GIn-Arg 

(e) Arg-Arg-Trp-Gln-Trp 

( f ) Arg-Arg-Trp-Gln 

( g) Trp-Gln-Trp-Arg 

(h) Gln-Trp-Arg. 

( i ) Leu-Arg-Trp-Gln-Asn-Asp 
( j ) Leu-Arg-Trp-Gln-Asn 

( k) Leu-Arg-Trp-Gln 
(1) Arg-Trp-Gln 

A method for processing products which comprises the step of using an antimicrobial composition which 
contains at least an antimicrobial substance selected from the group consisting of an antimicrobial peptide 
which contains at least one of the following amino acid sequences (a)-(l) or a derivative thereof, and phar- 
maceutically or sitologically approved salts thereof, or a mixture thereof, as active components: 
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( a) Phe-Gln-Trp-G In-Ar g-Asn 

(b) Phe-Gln-Trp-Gln-Arg 
5 (c) Gln-Trp-Gln-Arg 

(d) Trp-Gln-Arg 

( e ) Arg-Arg-Trp-Gln-Trp 

10 

(f) Arg-Arg-Trp-GIn 

( g ) Trp-GIn-Trp-Ar g 
is (h) Gln-Trp-Arg 

( i ) Leu-Arg-Trp-Gln-Asn-Asp 

( j ) Leu-Arg-Trp-Gln-Asn 

20 

( k) Leu-Arg-Trp-GIn 

( 1 ) Arg-Trp-Gln 

25 
30 
35 
40 
45 
50 
55 
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